Hydroxocobalamin
(OH-B12) was isolated by Pierce et al. (l) in a crystalline form from the culture of Streptoinyces aureofaciens and was designated as vitamin B12b, which was soon ascertained to be the same as B12a obtainable by catalytic reduction of cyanocobalamin (CN-B12) using platinum as a catalyst (3, 4) . It was also found that OH-B12 was formed by irradiation of CN-B12 in an acidic solution and that it was converted to CN-B12 by treatment with cyanide in a neutral medium (5) . Thus OH-B12 is the compound most closely related to CN-B12. Though the effect of OH -B12 on animals and bacteria requiring B12 has been studied by many investigators with comparison with that of CN-B12 (4, 6-10), the results showed great variation, i.e., 20-100% (4, 6-10). It is now well known that OH-B12 shows the same effect on pernicious anemia as CN-B12 and no remarkable difference is seen between both the compounds in the response for Lactobacillus leichmannii, Lactobacillus lactic Dorner and Euglena gracillis.
But the activity of OH-B12 on Ochronronas malhamensis, an organism most specific to CN-B12, has not been studied in detail. Kamikubo (11) noticed that vitamin B12 in beef liver gave a very low value, when extracted and determined without addition of cyanide in the Ochromonas method and assumed it to be due to the existence of OH-B12 in the organ without any definite conclusion whether it is due to the lability of OH-B12 or to the low activity of OH-B12 for the organism.
The authors (2) have investigated the non-cyano type B12 in natural sources and found that the Ochrornonas values varied markedly when determined with the use of Ford's medium (13) , and presumed it to be due to the lability of non-cyano type B12. In the assay of B12 in natural sources using Ochromonas, addition of cyanide is recommended by Analytical Committee (14) . In this method non-cyano type B12 is determined after complete conversion to the cyano type. Therefore, the activity of OH-B12 per se on the growth of Ochromonas can not be obtained.
The present study was undertaken in order to obtain the exact information 
CN-B12=100
This behavior is practically the same as that observed in the case of the cell preparation previously reported, and possibly in common with non-cyano type B12 compounds.
Activity to Ochromonas of OH-B12 Sterilized without Heating
In above experiment OH-B12 was sterilized by heating with the medium without cyanide, and showed an activity corresponding to about 20 per cent of CN-B12 in Ochromonas assay. OH-B12 solution was filtered through a Chamberland filter, aseptically added to a sterilized medium and the activity was measured. As seen from the result shown in Table II , in which the activity of CN-B12 was assumed to be 100, the activity of OH-B12 agreed quite well with that of CN-B12 within the experimental errors.
Effect of the Addition of Stabilizing Agents During Hart Sterilization
Since it had been reported that the decomposition of OH-B12 during heat sterilization in the assay using L. leichmannii could be prevented by adding ascorbic acid to the medium (8, 9) , the effect of the acid was investigated in the assay using Ochromonas and the results given in Table III were obtained. As the standard curve with ascorbic acid was somewhat different from that without the acid, the standard curve was made with addition of the acid. With addition of 2 mg/ml ascorbic acid in final concentration, OH-B12 values were almost the same as CN-B12, showing that the decomposition of OH-B12 was completely prevented. 
